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Supplementary Figures and Legends 

 

Supplementary Fig. S1. Analysis of immunohistochemical staining for various antibodies in aorta from 

ApoE -/- mice (ki/ki) and without (WT) eNOX5 expression. Representative images are shown in 

Supplementary Fig. S2. Negative control slides are shown in Supplementary Fig. S4. ND: not diabetic; 

Diab.: diabetic.  2-way ANOVA: D- relative to diabetic status; Ki- relative to genotype (Nox5); I- 

interaction. Tukey post hoc t-test p<0.05 * vs. relevant non-diabetic control. 
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Supplementary Fig. S2. Representative images of immunohistochemical stains analyzed in Fig S1. from 

ApoE -/- mice with (ki/ki) and without (WT) eNOX5 expression. Scale bar represents 50µm. Negative 

control slides are shown in Supplementary Fig. S4. 
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Supplementary Fig. S3.  Assessment (a) of fibronectin accumulation in atherosclerotic plaques and 

adjacent wall (Dark brown DAB staining) from aorta in ApoE -/- mice without eNOX5 (b, c) and with 

eNOX5 expression (d, e) in non-diabetic (ND; b, d) and diabetic (c, e) animals. Note that ND animals 

have much less atherosclerotic plaque than diabetic mice. 50μm scale bar.  2-way ANOVA: D- relative to 

diabetic status; Ki- relative to genotype (Nox5); I- interaction. Negative control slides are shown in 

Supplementary Fig. S4. 
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Supplementary Fig. S4. Negative control slides (where the primary antibody was omitted) run with 

immunohistochemistry presented in Fig s1-3. Note there is no hematoxylin counterstaining for the 

fibronectin negative control. Scale bar represents 50µm. 
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Supplementary Fig. S5. Representative images of en face mouse aorta from ApoE -/- mice with (ki/ki) 

and without (WT) eNOX5 expression stained with sudan IV for quantification of intimal plaque area 

assessment presented in Figure 2. Aortic sections (left -right): arch, thoracic, abdominal (to renal arteries), 

abdominal (to iliac bifurcation) 
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Supplementary Fig. S6. Representative images of immunofluorescence staining of NOX5 and CD31 

showing expression of NOX5 in endothelial cells of eNOX5Ki/Ki mice 
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Supplemental Table 1. RT-PCR probe and primer sequences. 

 

Mouse genes of interest   Nucleotide sequence 

MCP1 

Monocyte chemoattractant 

protein-1 

Probe sequence 6- FAM AATGGGTCCAGACATAC 

Forward primer 5’-3’ GTCTGTGCTGACCCCAAGAAG 

Reverse primer 3’-5’ TGGTTCCGATCCAGGTTTTTA 

VCAM1 

Vascular cell adhesion molecule-1 

Probe sequence 6-FAM CCAAAATCCTGTGGAGCAG 

Forward primer 5’-3’ CTGCTCAAGTGATGGGATACCA 

Reverse primer 3’-5’ ATCGTCCCTTTTTGTAGACATGAAG 

F4/80 

  

Probe sequence SYBER 

Forward primer 5’-3’ GGTACAGTCATCTCCCTGGTATGTCT 

Reverse primer 3’-5’ GGTTCTGAACAGCACGACACA 

NFkB 

Transcription factor p65, RelA 

Probe sequence 6-FAM AGCTCAAGATCTGCCG 

Forward primer 5’-3’ TCTCACATCCGATTTTTGATAACC 

Reverse primer 3’-5’ CGAGGCAGCTCCCAGAGTT 

NOX2 (gp91phox) Probe sequence 6- FAM CAACTGGACAGGAACCT 

Forward primer 5’-3’ AGTGCGTGTTGCTCGACAAG 
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NADPH oxidase beta subunit 

gp91phox 

Reverse primer 3’-5’ CCAAGCTACCATCTTATGGAAAGTG 

NOX4 

NADPH oxidase 4 

Probe sequence 6- FAM CATTTTGCTATTTCATCAAA 

Forward primer 5’-3’ AAAAATATCACACACTGAATTCGAGAC

T 

Reverse primer 3’-5’ TGGGTCCACAGCAGAAAACTC 

HO1 

Heme oxygenase 1 

Probe sequence 6- FAM CTAAGACCGCCTTCCT 

Forward primer 5’-3’ AGATGACACCTGAGGTCAAGCA 

Reverse primer 3’-5’ TTGTGTTCCTCTGTCAGCATCAC 

GPx1 

Glutathione peroxidase 1 

Probe sequence 6- FAM CGACCCCAAGTACATC 

Forward primer 5’-3’ CCCCACTGCGCTCATGA 

Reverse primer 3’-5’ GGCACACCGGAGACCAAA 

NRF2 

Nuclear factor erythroid 2 like 2 

Probe sequence 6- FAM CACAGTGCTCCTATGC- 

Forward primer 5’-3’ AGCCTCTGTCACCAGCTCAAG 

Reverse primer 3’-5’ TGTTGTATTTTCACATTGGGATTCA 

Collagen IV 

Procollagen type 4 

Probe sequence 6- FAM CAGTGCCCTAACGGT 

Forward primer 5’-3’ GGCGGTACACAGTCAGACCAT 

Reverse primer 3’-5’ GGAATAGCCGATCCACAGTGA 
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Fibronectin Probe sequence 6- FAM CCCCGTCAGGCTTA 

Forward primer 5’-3’ ACATGGCTTTAGGCGGACAA 

Reverse primer 3’-5’ ACATTCGGCAGGTATGGTCTTG 

CTGF 

Connective tissue growth factor 

Probe sequence 6- FAM ACTGCCTGGTCCAGAC 

Forward primer 5’-3’ GCTGCCTACCGACTGGAAGA 

Reverse primer 3’-5’ CTTAGAACAGGCGCTCCACTCT 

MMP2 

Matrix metalloproteinase 2 

Probe sequence 6- FAM TGCACCAGCGCCGG 

Forward primer 5’-3’ TCACTTTCCTGGGCAACAAGT 

Reverse primer 3’-5’ GCCACGAGGAATAGGCTATATCC 

MMP9 

Matrix metalloproteinase 9 

Probe sequence 6- FAM CATCAAAAACATCCACATTG 

Forward primer 5’-3’ TGAGTCCGGCAGACAATCCT 

Reverse primer 3’-5’ CGCCCTGGATCTCAGCAATA 

PKCα 

Protein Kinase C - alpha 

Probe sequence 6- FAM CGATCCCAGTCCCAG 

Forward primer 5’-3’ AGACAAAGACCGGCGACTGT 

Reverse primer 3’-5’ TTAGCTCTGAGACACCAAAGGAAA 

PDGF Probe sequence 6- FAM TCGCGGAACCTC 

Forward primer 5’-3’ TGTAATCGCCGAGTGCAAGA 
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Platelet derived growth factor Reverse primer 3’-5’ CATTGCACATTGCGGTTATTG 

CD36 Probe sequence 6- FAM AGAATCTGAAGAGACCTTAC 

Forward primer 5’-3’ AAGCCAGCTAGAAAAATAGAAGCATT 

Reverse primer 3’-5’ AGTCTCATTTAGCCACAGTATAGGTACA

A 

ACAT1 

Acetyl-coenzyme A 

acetyltransferase 1 

Probe sequence 6- FAM CTGCCGTAGACCCCAT 

Forward primer 5’-3’ TGGCACGAATTGCAGCAT 

Reverse primer 3’-5’ GCAGGCGCAAGTGGAAAAT 

ABCA1 

ATP-binding cassette 1, subfamily 

A, member 1 

Probe sequence 6- FAM ACTCCACATAGAAGACTACT 

Forward primer 5’-3’ TCCTCTCCCAGAGCAAAAAGC 

Reverse primer 3’-5’ TGGTCAAGTGTTGTCTGAGAGAGA 
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